Supplemental Figure S1 . Luciferase activity in the liver after Sleeping Beauty hydrodynamic infusion. Sleeping Beauty-100X transposase (SB100X) driven by a robust CMV promoter in trans with a luciferase transposon driven by a constitutive CAGGS promoter were hydrodynamically infused into 4 NY1DD mice. One week after hydrodynamic infusions, in vivo luciferase expression was examined 5 min after injection of 0.1 mL of D-luciferin (28.5 mg/mL, i.p.), by bioluminescence imaging expressed as photons emitted per second per square centimeter.
Supplemental Figure S2 . NF-κB phospho-p65 is decreased in livers of mice overexpressing wt-Hpx. SB100X driven by a robust CMV promoter in trans with a constitutive CAGGS-driven wt-Hpx transposon, a control luciferase (Luc) transposon or an LRS control was hydrodynamically infused into NY1DD mice (n = 4). Four weeks later, NF-κB activation (phospho-p65) and total p65 were assessed by western blot of nuclear extracts isolated from livers harvested after measurement of stasis.
Supplemental Figure S3 . Chinese hamster ovary (CHO) cells make recombinant Hpx. Wt-Hpx-c-Flag, ms-Hpx HM -c-Flag and ms-Hpx RM -c-Flag plasmids were transfected and expressed in CHO cells. Recombinant Hpx proteins were purified from serum-free CHO media 4 d after transfection by anti-flag affinity chromatography, as described in Materials and Methods. Western blots of the affinity purified and concentrated eluates using anti-flag IgG showed a single band at ~ 70 kDa.
Supplemental Figure S4 . Hpx gene therapy increases rat Hpx mRNA in livers of NY1DD mice. NY1DD mice were hydrodynamically infused with LRS (n = 4), SB100X + Luc (n = 4), SB100X + wt-Hpx (n = 4), SB100X + ms-Hpx HM (n = 3) or SB100X + ms-Hpx RM (n = 4) plasmids. Rat Hpx mRNA levels were measured by qRT-PCR in livers 4 wks later. after measurement of stasis. Data are expressed as mean ± SD Hpx mRNA copies/ng RNA.
Supplemental Figure S5 . Total plasma heme and hemoglobin (Hb) levels are not significantly different 4 wks after Hpx gene therapy. NY1DD mice were hydrodynamically infused with LRS (n = 4), SB100X + Luc (n = 4), SB100X + wt-Hpx (n = 4), SB100X + ms-Hpx HM (n = 3) and SB100X + ms-Hpx RM (n = 4) plasmids. Total plasma heme (A) and Hb (B) levels were measured 4 wks later, 4 h after measurement of heme-induced stasis. Total plasma heme and Hb are expressed as mean ± SD.
